a B S t r a c t a sensitive and reliable densitometric High Performance thin layer chromatography method has been developed for the quantification of quercetin, a flavonoid present in leaves of Psidium guajava. chromatographic analysis was performed using acetone extract of tender leaves of Psidium guajava on silica gel 60 F 254 tlc plates using the solvent system, toluene: acetone: formic acid (38:10:5). Detection and quantification of quercetin was done by densitometric scanning at 364 nm. The results of linearity range and correlation coefficient (0.98470) show that, within the concentration range indicated, there was a good correlation between peak area and corresponding concentration of quercetin. The proposed HPtlc method provided a good resolution of quercetin from other constituents present in acetone extract of tender leaves of Psidium guajava and can be used for the quantification of quercetin.
INTRODUCTION
High performance thin layer chromatography, also known as planar chromatography, is a modern powerful analytical technique with separation power, performance and reproducibility superior to classic thin layer chromatography. HPTLC is very useful for qualitative and quantitative analysis of pharmaceuticals. The resolution of compounds to be separated on the chromatoplate is followed by measuring the optical density of the separated spots directly on the plate. The sample amounts are determined by comparing them to a standard curve from reference material chromatographed simultaneously under the same conditions. The original data evaluation using the conventional methods of scanning was done by measuring the optical density of the transmitted light as a function of the concentration of the sample or standard delivered on the silica gel. With the evaluation of optical density as a function of concentration, the detection device termed as densitometer. [1] Psidium guajava is a small tree upto 8 m in height with smooth, pale pinkish brown bark, having grey patches exfoliating in very thin woody flakes. The leaves are simple opposite light green oblong or elliptic oblong, glabrous above, pubescent beneath, pellucid-punctate, lateral nerves 10-20 pairs joined by intramarginal veins. Flowers are white, fragrant in axillary 1-3 flowered cymes. Fruits are globose or pyriform berries often varying in size and shape, pulp yellowish white or red. [2] Almost every plant contains a characteristic pattern of flavone and flavonol glycosides in leaf or flower and thus these substances are ideal taxonomic markers for use in studying problems of plant classification, hybridization or phytogeography. The Psidium guajava is a rich source of phenolic compounds, including flavonoids. The leaves contain three flavonoids; quercetin, its 3-L-4-4-arabinofuranoside (avicularin) and 3-L-4-pyranoside with strong antioxidant activity. [3] TLC methods for detection of flavonoids have been reported in literature. However, HPTLC method for quantification of quercetin from Psidium guajava, has not been reported in literature. [4] Densitometric HPTLC, a widely used method for the phytochemical evaluation of herbal drugs, has been developed in the present
RESULTS
Standard quercetin showed single peak in HPTLC chromatogram. The calibration curve of quercetin (figure: 1) was prepared by plotting the concentration of quercetin versus average area of the peak over the range 200-1000μg/ spot (Table: 1). The correlation coefficient was found to be 0.98470.
Amount of quercetin in the sample (acetone extract of P. guajava) was computed from calibration curve (figure: 2 and figure: 3) . Amount of Quercetin in the extract was 52.29ng/μg of extract.
work for the quantification of quercetin from acetone extract of Psidium guajava.
MATERIALS AND METHOD

Plant material
The tender leaves of guava had been collected from palai, kottayam district. The plant was identified and authenticated by the botanist Mr. Joby Paul, School of Environmental sciences, M.G University as Psidium guajava Linn and the voucher specimen deposited in Dept.of Pharmacognosy and has been given the code 004 dated 28-11-07.
Reagents and standard
Toluene, acetone and formic acid used were of analytical grade. Standard quercetin was procured from Sisco research and laboratories chemicals private limited, Bombay.
Preparation of sample solution
Psidium guajava tender leaves were extracted in soxhlet assembly successively with solvents of increase in polarity such as petroleum ether, benzene, chloroform, ethyl acetate, acetone and alcohol. Each time before extracting with the next solvent, the drug material was dried in hot-air oven below 50°C. Each extract was concentrated by distilling off the solvent and then evaporating to dryness. [5] On CO-TLC with quercetin standard, the acetone extract of P.guajava gave similar spots. So acetone extract was selected for development of HPTLC method. About 10 mg of the acetone extract of the guava was taken and dissolved in methanol and the volume was made up to 10 ml in a standard flask (1000 μg/ml).
Preparation of standard
10 mg of the quercetin standard was taken and dissolved in methanol. This was transferred to a standard flask and the volume was made up to 100 ml to prepare 100 μg/ml Solution.
HPTLC method for the estimation of quercetin Preparation of calibration curve of quercetin:
From the standard stock solution (100 μg/ml), 200-1000 μg/ spot was prepared and checked for linearity.
Method specification
Silica gel 60 F 254 precoated plates (10×10cm) were used with toluene: acetone: formic acid (38:10:5) as solvent system. From 1000 μg/ml sample solution, 10 and 20 μl of the samples were applied as different tracks on precoated TLC plates by using Linomat 5 spotter. Ascending mode was used for the development and was developed up to 8 cm. The developed plates were then dried and scanned using TLC scanner 3 with Wincats software under 364 nm. 
